Xiao_ 7 the reactions were incubated for a further 50 minutes. Free and Mif2c bound nucleosomes were resolved on a 1.3% native agarose gel. The gel was scanned on a Typhoon scanner.
The two top panels show two different levels of exposure of the same gel. Data was quantified using ImageQuant (Amersham Biosciences), and exported to EXCEL (Microsoft) and plotted as input Mif2c concentrations on log scale against % Mif2c bound to nucleosomes.
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Supplemental Figure S4 (Related to Figs 2 and 3). Reconstitution of Cse4 and H3
nucleosomes and EMSA assays of their interactions with purified (Mif2c) 2 .
(A) A representative scan of reconstituted nucleosomes analyzed on a 1.3% native agarose gel stained with SYBR green I.
(B) Sample quantification of gel scan in panel A to determine the relative amounts (µl) of nucleosomes to be used in competitive EMSA assays. (A) Schematic representation of Mif2 expression constructs (see Fig.  S1A and B). were mixed and incubated with increasing concentrations of purified Mif2 derivatives.
After electrophoresis, the gel was stained with SYBR Green I and scanned. Data collection, analysis and calculations were performed as in Figure  2 . Relative affinities are given in parenthesis below the graph. It should be noted that the amounts of bound complexes were inferred indirectly from the depletion of the distinct free DNA fragments upon Mif2 binding, since bound complexes of the two different DNA fragments could not be differentiated.
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yeast CEN DNA (86% A+T) over periCEN DNA (65% A+T) (see Supplemental Figure   S11 for more details). Competitive binding reactions, agarose gel electrophoresis, data collection, analysis and calculations were performed as in Figure  2 .
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